5 6 7 Material and Methods 8 RNA isolation and real time-PCR analysis 9 Total cellular RNA was isolated using TriReagent (Sigma) and reverse transcribed 10 using the Reverse Transcription System kit (Promega). Real-time PCR was performed 11 using the SYBR-Green PCR Master mix (Promega) according to the manufacturer's 12 recommendations. PCR reactions were performed as follows: an initial denaturation at 13 95°C for 2 min, 40 cycles of 95°C for 5 s and 60°C for 30 s, and final cycle of 14 dissociation of 60 -95 °C. The gene expression levels were normalized to 15 corresponding GAPDH values and are shown as fold change relative to the value of the 16 control sample. All the samples were done in triplicate for each gene.
the presence of glycosaminoglycans (blue and purple respectively), and Masson-23 trichrome shows the existence of collagens (green).
24
Immunohistochemical analysis 25 Fixed section and monolayer were blocked for 1 hour at room temperature (RT) with 26 5% BSA, 5% foetal bovine serum in PBS and then incubated with Col I (SC25974, St.
27
Cruz), Col X (ab49945, Abcam); Col II (SC52658, St. Cruz) and Sox 9 (AB5535, 28 Millipore) overnight at 4°C. The next day, samples were washed thrice with PBS and 29 incubated with the secondary antibodies (St. Cruz) for 1 hour at RT and finally, were 30 washed thrice with PBS and mounted with mounting medium with DAPI.
32
Quantitative image analysis 33 Quantitative image analysis was performed using ImageJ software (v1.43, NIH). Area, 34 integrated density and mean staining were measured, along with several adjacent 35 background readings. The relative staining was calculated using = integrated density -36 (selected area × mean staining of background readings) 1,2 . All the samples were done in 37 triplicate, different sections of the pellets were analysed.
39
Chondrogenic differentiation in cell pellet culture 40 Chondrocytes were cultured during 6-7 passages to adchieve full differentiation. 200.000 cells/ml of differentiated chondrocytes were plated into a well of six well plate.
42
Control cells were grown in incomplete chondrogenic medium (DMEM-high glucose 43 supplemented with 10% foetal bovine serum, 50 µg/µL of l-ascorbic acid 2-phosphate, 44 1% penicillin-streptomycin and 1% ITS. Treated cells were cultured in incomplete 45 chondrogenic medium supplemented with 10 ng/ml of AB235. Media was change every 46 other day and fresh AB235 was added to treated pellet during each medium change.
47
After two weeks in culture, control and treated monolayer cells were manually 48 separated using a sterile scraped, transferred to 15 ml conical tubes and centrifuged at 49 300 g at 21 °C for 7 minutes to form a cell pellet. Control and treated pellets were 50 incubated for four weeks, medium was changed every other day and fresh AB235 was 51 added to treated pellet during each medium change.
53
In vivo assay 54 Animals were maintained in a microventilated cage system with a 12-h light/dark cycle 55 with food and water ad libitum. Mice (n=6) were manipulated in a laminar air-flow to 56 keep on the specific pathogen-free conditions. Cells were grown on pellet system as 57 described before 8 , and after 6 weeks 2 AB235 pellets and 2 control pellets were 
